FILE 'HOME' ENTERED AT 13:04:14 ON 19 DEC 2002 



=> index bioscience chemistry 

FILE 'DRUGMONOG' ACCESS NOT AUTHORIZED 

COST IN U.S. DOLLARS SINCE FILE TOTAL 

ENTRY SESSION 

FULL ESTIMATED COST 0.21 0.21 



INDEX 'ADISCTI, ADISINSIGHT, ADISNEWS, AGRICOLA, ANA3STR, AQUASCI , BIOBUSINESS, 
BIOCOMMERCE, BIOSIS, BIOTSCHABS, BIOTECHDS, BIOTECHNO, CABA, CANCERLIT, 
CAPLUS, CEABA-VTB, CEN , CIN, CONFSCI , CROPS, CROPU, DDFB, DDFU, DGENE , 
DRUGB, DRUGLAUNCH, DRUGM0N0G2 , ...' ENTERED AT 13:04:34 ON 19 DEC 2002 



91 FILES IN THE FILE LIST IN STNINDEX 



Enter SET DETAIL ON to see search term postings or to view 
search error messages that display as 0* with SET DETAIL OFF. 

=> s (troponin same (preparing or preparation or isolation or isolating or purification 
or purifying)) and (sulfhydryl same (protecting or protected )) and (sodium (w) sulfite) 
MISSING OPERATOR 'SAME (PREPARING' 

The search profile that was entered contains terms or 
nested terms that are not separated by a logical operator. 



=> s (troponin (s) (preparing or preparation or isolation or isolating or purification or 
purifying) ) and (sulfhydryl same (protecting or protected ) ) and (sodium (w) sulfite) 
MISSING OPERATOR 'SAME (PROTECTING' 

The search profile that was entered contains terms or 
nested terms that are not separated by a logical operator. 



= > s (troponin (s) (preparing or preparation oj;- isolation or isolating or purification or 
purifying)) and (sulfhydryl (s) (protecting or protected )) and (sod 
UNMATCHED LEFT PARENTHESIS 'AND (SOD' 

The number of right parentheses in a query must be equal to the 
number of left parentheses. 

=> s (troponin (s) (preparing or preparation or isolation or isolating or purification or 
purifying) ) and (sulfhydryl (s) (protecting or protected ) ) and (sodium (w) sulfite) 

1 FILE BIOTECHABS 

1 FILE BIOTECHDS 
13 FILES SEARCHED. . . 

1 FILE CAPLUS 
24 FILES SEARCHED. . . 

0* FILE FEDRIP 
3 9 FILES SEARCHED. . . 

2 FILE IFIPAT 
51 FILES SEARCHED. . . 

2 FILE USPATFULL 
63 FILES SEARCHED. . . 
77 FILES SEARCHED. . . 
9 0 FILES SEARCHED. . . 



5 FILES HAVE ONE OR MORE AJJSWERS , 91 FILES SEARCHED IN STNINDEX 

LI QUE (TROPONIN (S) (PREPARING OR PREPAFlATION OR ISOLATION OR ISOLATING OR P 
URIFICATION OR PURIFYING) ) AND (SULFHYDRYL (S) (PROTECTING CiR PROTECTE 
D ) ) AND (SODIUM (W) SULFITE) 



=> file hits 

COST IN U.S. DOLLARS 

FULL ESTIMATED COST 



SINCE FILE TOTAL 
ENTRY SESSIC'N 
33.92 34.13 



FILE 'IFIPAT' ENTERED AT 13:42:54 ON 19 DEC 2002 
COPYRIGHT (C) 2002 IFI CLAIMS (R) Patent Services (IFI) 



FILE 'USPATFULL' ENTERED AT 13:42:54 ON 19 DEC 2002 

CA INDEXING COPYRIGHT (C) 2002 AMERICAI>J CHEMICAL SOCIETY (ACS) 



FILE 'BIOTECHABS' ACCESS NOT AUTHORIZED 

FILE 'BIOTECHDS' ENTERED AT 13:42:54 ON 19 DEC 2002 

COPYRIGHT (C) 2002 THOMSON DERWENT AND INSTITUTE FOR SCIENTIFIC INFORMATION 

FILE 'CAPLUS' ENTERED AT 13:42:54 ON 19 DEC 2002 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS" FOR DETAILS. 

COPYRIGHT (C) 2002 AMERICAN CIIEMICAL SOCIETY (ACS) 
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DESCRIPTION OF FIGURES; 
FIGS. lA and IB. A. Proposed reaction for oxidative sulf itolysis . B. Cleavage 
of disulfide bond by sodium sulfite to form the Ssulfo 
derivative . 

FIG. 2. Preparation and washing of Tnl - containing inclusion bodies. 
FIG. 3. Summary of rTroponin-I preparation. 

FIG. 4. Q-Sepharose FF chromatography of Troponin I. Buffer A: 6 M 
urea, 25 mM Tris-HCl, pH 7.5, 100 mM ; Buffer B: 6 M urea, 25 mM Tris-HCl, pH 
7.5, 2 M NaCl ; Gradient: Step, 0% B for the flow-through and 100% B for the 
strip; and Flow rate: 150 ml/ min. 

FIG. 5. 300 ml Q-sepharose FF chromatography. Buffer A: 6 M urea, 25 miM 
Tris-HCl, pH 7.5, 100 nM ; Buffer B: 6 M urea, 25 mM TrisHCl, pH 7.5, 2 M NaCl; 
Gradient: Step, 4% B for elution and 50% B for strip; and Flow rate: 20 ml/min. 
FIG. 6. SDS-PAGE analysis troponin lot after anion exchange steps no. 



1 and no. 2 in 16% tris-glycine gel, under nonreducing conditions. A-H refer to 
lanes in the SDS-PAGE gel. A. Sulfitolyzed troponin Lot 3L4 standard; 
B. solubilized inclusion bodies; C. sulfitolyzed inclusion bodies (AEX No. 1 
load) ; D. anion exchange no. 1 flowthrough; E. anion exchange no. 1 salt 
eulate; F. anion exchange no. 2 load; G. anion exchange no. 2 flowthrough; and, 
H. anion exchange no. 2 100 mM NaCl eluate. 

FIG. 7. Toyopearl 650 M (phenyl) HIC chromatograph . Buffer A: 6 M urea, 25 mM 
Tris-HCl, pH 7.5, 1 M (NH4)2S04; Buffer B: 6 M urea, 25 mM Tris-HCl, pH 7.5; 
Gradient: Step, 100% B for the flow-through and 0% B for strip; and Flow rate: 
10 ml/min. 

FIGS. 8. SDS-PAGE analysis troponin lot after hydrophobic interaction 
chromatography in 161 tris-glycine gel, under nonreducing conditions. A-F 
refers to lanes in the SDS-PAGE gel. A. Sulfitolyzed troponin Lot 
3L4 standard; B. AEX step no. 2, troponin eulate pool; C. HIC load 
(w/lM ammonium sulfate); D. HIC flowthrough (troponin product); E. 
HIC low salt eulate (column strip) ; F. lot 3L5 sulfitoylzed troponin 
product . 

FIG. 9. Quantitation of rTnl on Zorbax C3 . 
FIG. 10. Troponin I LysC mapping. 

FIG. 11. SD S-PAGE analysis of sulfitolyzed troponin reduction with 
dithiothreitol for 45 mins . at ambient temperature. One mg/ ml Tnl in 6 M urea, 
25 mM tris, 0.15 M NaCl pH 7.5, run on 16% tris-glycine gel. 1. 10., Mark 12 MW 
Stds; 2. 9., sulfitolyzed Tnl; 3. 0.05 mM DTT; 4. 0.10 mM DTT; 5. 0 . 2 mM DTT; 
6 . 0 . 3 mM DTT ; 7 . 0.5 mMDTT ; 8 . 1 . 0 mM DTT . 
AB The invention is directed to methods for purifying 

Troponin I, particularly recombinant Tropnin I produced in a 
bacterial expression system. Recombinant Tropnin I can be advantageously 
purified after reversibly protecting the free 
sulfhydryl groups, e.g., by forming sulfates. In a specific 
example, Tropnin I reacted with sodium tetraf hionate yielded sulfitolyzed 
Tropnin I, which was purified by chromiatography on an anion exchanger, 
followed by hydrophobic interaction chromatography. Facile deprotection 
of the sulfhydryl groups yields a highly purified product ready 
for refolding. 
CLMN 2 0 11 Figure (s) . 

FIGS. lA and IB. A. Proposed reaction for oxidative sulf itolysis . B. 
Cleavage of disulfide bond by sodium sulfite to form 
the Ssulfo derivative. 
FIG. 2. Preparation and washing of Tnl - containing inclusion 
bodies . 

FIG. 3. Summary of rTroponin-I preparation. 

FIG. 4. Q-Sepharose FF chromatography of Troponin I. Buffer A: 6 
M urea, 25 mM Tris-HCl, pH 7.5, 100 mM; Buffer B: 6 M urea, 25 mM 
Tris-HCl, pH 7.5, 2 M NaCl; Gradient: Step, 0% B for the flow-through and 
100% B for the strip; and Flow rate: 150 ml/ min. 

FIG. 5. 300 ml Q-sepharose FF chromatography. Buffer A: 6 M urea, 25 mM 
Tris-HCl, pH 7.5, 100 nM ; Buffer B: 6 M urea, 25 mM TrisHCl, pH 7.5, 2 M 
NaCl; Gradient: Step, 4% B for elution and 50% B for strip; and Flow 
rate : 20 ml/ min . 

FIG. 6. SDS-PAGE analysis troponin lot after anion exchange 
steps no. 1 and no. 2 in 16% tris-glycine gel, under nonreducing 
conditions. A-H refer to lanes in the SDS-PAGE gel. A. Sulfitolyzed 
troponin Lot 3L4 standard; B. solubilized inclusion bodies; C. 
sulfitolyzed inclusion bodies (AEX No. 1 load); D. anion exchange no. 1 
flowthrough; E. anion exchange no. 1 salt eulate; F. anion exchange no. 2 
load; G. anion exchange no. 2 flowthrough; and, H. anion exchange no. 2 
100 mM NaCl eluate. 

FIG. 7. Toyopearl 650 M (phenyl) HIC chromatograph. Buffer A: 6 M urea, 25 
mM Tris-HCl, pH 7.5, 1 M (NH4)2S04; Buffer B: 6 M urea, 25 mM Tris-HCl, 
pH 7.5; Gradient: Step, 100% B for the flow-through and 0% B for strip; 
and Flow rate: 10 ml/min. 

FIGS. 8. SDS-PAGE analysis troponin lot after hydrophobic 
interaction chromatography in 16% tris-glycine gel, under nonreducing 
conditions. A-F refers to lanes in the SDS-PAGE gel. A. Sulfitolyzed 
troponin Lot 3L4 standard; B. AEX step no. 2, troponin 



eulate pool; C. HIC load (w/lM ammonium sulfate) ; D. HIC flowthrough ( 
troponin product) ; E. HIC low salt eulate (column strip) ; F. lot 
3L5 sulfitoylzed troponin product. 

FIG. 9. Quantitation of rTnl on Zorbax C3 . 

FIG. 10. Troponin I L\'sC mapping. 

FIG. 11. SD S-PAGE analysis of sulfitolyzed troponin reduction 
with dithiothreitol for 45 mins . at ambient temperature. One mg/ ml Tnl 
in 6 M urea, 25 mM tris, 0.15 M NaCl pH 7.5, run on 16% tris-glycine gel. 
1. 10., Mark 12 MW Stds; 2. 9., sulfitolyzed Tnl; 3. 0.05 mM DTT ; 4. 0.10 
mM DTT ; 5 . 0.2 mM DTT ; 6 . 0.3 mM DTT ; 7 . 0.5 mMDTT ; 8 . 1 . 0 mM DTT . 
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B. Cleavage 



iclusion bodies. 



DESCRIPTION OF FIGURES: 
FIGS. lA and IB. A. Proposed reaction for oxidative 
of disulfide bond by sodium sulfite to form the Ssulfo 
derivative . 

FIG. 2. Preparation and washing of Tnl - containinc 
FIG. 3. Summary of rTroponm-I preparation. 

FIG. 4. Q-Sepharose FF chromatography of Troponin I. Buffer A: 6M 
urea, 25 mM Tris-HCl, pH 7.5, 100 mM ; Buffer B: 6M urea, 25 mM Tris-HCl, pH 
7.5,2M NaCl; Gradient: Step, 0% B for the flowthrough and 100% B for the strip; 
and Flow rate: 150ml/min. 

FIG. 5. 300 ml Q-sepharose FF chromatography. Buffer A: 6M urea, 25 mM 

Tris-HCl, pH 7.5, 100 mM ; Buffer B: 6M urea, 25 mM TrisHCl, pH 7.5, 2M NaCl; 

Gradient: Step, 4% B for elution and 50% B for strip; and Flow rate: 20 ml/min. 

FIG. 6. SDS-PAGE analysis troponin lot after anion exchange steps no. 

1 and no. 2 in 16% tr is-gl^_,'cine gel, under nonreducmg conditions. A-H refer to 

lanes in the SDS-PAGE gel. A. Sulfitolyzed troponin Lot 3L4 standard; 

B. solubilized inclusion bodies; C. sulfitolyzed inclusion bodies (AEX No. 1 

load) ; D. anion exchange no. 1 flowthrough; E. anion exchange no. 1 salt 

eulate; F. anion exchange no. 2 load; G. anion exchange no. 2 flowthrough; and, 

H. anion exchange no. 2 100 miM NaCl eluate. 

FIG. 7. Toyopearl 650M (phenyl) HIC chromatograph . Buffer A: 6M urea, 25 mM 
Tris-HCl, pH 7.5, IM (NH4)2S04; Buffer B: 6M urea, 25 mM Tris-HCl, pH 7.5; 
Gradient: Step, 100% B for the flowthrough and 0% B for strip; and Flow rate: 



10 ml/min. 

FIG. 8. SDS-PAGE analysis troponin lot after hydrophobic interaction 
chromatography in 16% tris-glycine gel, under nonreducing conditions. A-F 
refers to lanes in the SDS-PAGE gel. A. Sulfitolyzed troponin Lot 
3L4 standard; B. AEX step no. 2, troponin eulate pool; C. HIC load 
(w/lM ammonium sulfate) ; D. HIC flowthrough (troponin product) ; E. 
HIC low salt eulate (column strip) ; F. lot 3L5 sulfitoylzed troponin 
product . 

FIG. 9. Quantitation of rTnl on Zorbax C3 . 
FIG. 10. Troponin I LysC mapping. 

FIG. 11. SDS-PAGE analysis of sulfitolyzed troponin reduction with 
dithiothreitol for 45 mins . at ambient temperature. One mg/ ml Tnl in 6M urea, 
25 mM tris, 0.15M NaCl pH 7.5, run on 16% tris-glycine gel. 1.10., Mark 12 MW 
Stds; 2.9., sulfitolyzed Tnl; 3. 0.05 mM DTT; 4. 0.10 mM DTT; 5. 0.2 mM DTT; 6. 
0 . 3 mM DTT ; 7 . 0.5 mMDTT ; 8 . 1 . 0 mM DTT . 

AB The invention is directed to methods for purifying 

Troponin I, particularly recombinant Tropnin I produced in a 

bacterial expression system. Recombinant Tropnin I can be advantageously 

purified after reversibly protecting the free 

sulfhydryl groups, e.g., by forming sulfates. In a specific 

example, Tropnin I reacted with sodium tetraf hionate yielded sulfitolyzed 

Tropnin I, which was purified by chromatography on an anion exchanger, 

followed by hydrophobic interaction chromatography. Facile deprotection 

of the sulfhydryl groups yields a highly purified product ready 

for refolding. 

CLMN 2 0 11 Figure { s) . 

FIGS. lA and IB. A. Proposed reaction for oxidative sulf itolysis . B. 
Cleavage of disulfide bond by sodium sulfite to form 
the Ssulfo derivative. 
FIG. 2. Preparation and washing of Tnl - containing inclusion 
bodies . 

FIG. 3. Summary of rTroponin-I preparation. 

FIG. 4. Q-Sepharose FF chromatography of Troponin I. Buffer A: 
6M urea, 25 mM Tris-HCl, pH 7.5, 100 mM; Buffer B: 6M urea, 25 mM 
Tris-HCl, pH 7 . 5 , 2M NaCl; Gradient: Step, 0% B for the flowthrough and 
100% B for the strip; and Flow rate: 150ml/min. 

FIG. 5. 300 ml Q-sepharose FF chromatography. Buffer A: 6M urea, 25 mM 
Tris-HCl, pH 7.5, 100 mM ; Buffer B: 6M urea, 25 mM TrisHCl, pH 7.5, 2M 
NaCl; Gradient: Step, 4% B for elution and 50% B for strip; and Flow 
rate; 20 ml/mm. 

FIG. 6. SDS-PAGE analysis troponin lot after anion exchange 
steps no. 1 and no. 2 in 16% tris-glycine gel, under nonreducing 
conditions. A-H refer to lanes m the SDS-PAGE gel. A. Sulfitolyzed 
troponin Lot 3L4 standard; B. solubilized inclusion bodies; C. 
sulfitolyzed inclusion bodies (AEX No. 1 load) ; D. anion exchange no. 1 
flowthrough; E. anion exchange no. 1 salt eulate; F. anion exchange no. 2 
load; G. anion exchange no. 2 flowthrough; and, H. anion exchange no. 2 
100 mM NaCl eluate. 

FIG. 7. Toyopearl 650M (phenyl) HIC chromatograph . Buffer A: 6M urea, 25 
mM Tris-HCl, pH 7.5, IM (NH4)2S04; Buffer B: 6M urea, 25 mM Tris-HCl, pH 
7.5; Gradient: Step, 100% B for the flowthrough and 0% B for strip; and 
Flow rate: 10 ml/min. 

FIG. 8. SDS-PAGE analysis troponin lot after hydrophobic 
interaction chromatography in 16% tris-glycine gel, under nonreducing 
conditions. A-F refers to lanes in the SDS-PAGE gel. A. Sulfitolyzed 
troponin Lot 3L4 standard; B. AEX step no. 2, troponin 

eulate pool; C. HIC load (w/lM ammonium sulfate); D. HIC flowthrough ( 
troponin product) ; E. HIC low salt eulate (column strip) ; F. lot 
3L5 sulfitoylzed troponin product. 

FIG. 9. Quantitation of rTnl on Zorbax C3 . 

FIG. 10. Troponin I LysC mapping, 

FIG. 11. SDS-P7vGE analysis of sulfitclyzed troponin reduction 
with dithiothreitol for 45 mins. at ambient temperature. One mg/ ml Tnl 
in 6M urea, 25 mM tris, 0.15M NaCl pH 7.5, run on 16% tris-glycine gel. 
1.10., Mark 12 MW Stds; 2.9., sulfitolyzed Tnl; 3. 0.05 mM DTT; 4. 0.10 



mM DTT ; 5 . 0 . 2 mM DTT ; 6 . 0 . 3 mM DTT ; 7 . 0.5 mMDTT ; 8 . 1 . 0 mM DTT . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The invention is directed to methods for purifying 

Troponin I, particularly recombinant Tropnin I produced in a 
bacterial expression system,. Recombinant Tropnin I can be ad' 
purified after reversibly protecting the free 
sulfhydryl groups, e.g., by forming sulfates. In a specific 
example, Tropnin I reacted with sodium tetraf hionate yielded 
sulfitolyzed Tropnin I, which was purified by chromatography on 
exchanger, followed by hydrophobic interaction chromatography, 
deprotection of the sulfhydryl groups yields a highly purified 
product ready for refolding. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The invention is directed to methods for purifying 

Troponin I, particularly recombinant Tropnin I produced in a 

bacterial expression system. Recombinant Tropnin I can be advantageously 

purified after reversibly protecting the free 

sulfhydryl groups, e.g., by forming sulfates. In a specific 

example, Tropnin I reacted with sodium tetraf hionate yielded 

sulfitolyzed Tropnin I, which was purified by chromatography on an anion 

exchanger, followed by hydrophobic interaction chromatography. Facile 

deprotection of the sulfhydryl groups yields a highly purified 

product ready for refolding. 
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Purifying troponin I comprises subjecting 
troponin I to chromatography on anion exchanger after 
reversibly protecting the free sulfhydryl 
groups ; 

recombinant production in Escherichia coli and application 
m e.g. cancer therapy 
CONN G; REARDON B ; ZENG X; ZHANG C 
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DERWENT ABSTRACT: 
NOVELTY - Preparing troponin I, comprising 
protecting free sulfhydryl groups of troponin 

I under reducing conditions, and troponin I is then purified by 
subjecting troponin I comprising sulfhydryl 
protecting groups to chromatography, is new. 

DETAILED DESCRIPTION - An INDEPENDENT CLAIM is also included for 
troponin I comprising sulfhydryl protecting 
groups . 

BIOTECHNOLOGY - Preferred Method: The recombinant troponin 
I is expressed m a bacterial expression system, preferably an 
Escherichia coli expression system. The free sulfhydryl groups 
are protected b\' sulf itolyzation which com.prises reacting 
reduced recombinant troponin I with sodium tetrathionate . 
Troponin I is purified by chromatography^- under non-reducing 
conditions and the sulfhydryl groups are deprotected from the 
purified troponin I. The chromatographic support is an anion 
exchange column, optionally followed by hydrophobic interaction 
chromatography. Troponin I is denatured and the 
sulfhydryl protecting groups are sulfates. 

ACTIVITY - Cytostatic. 

MECHANISM OF ACTION - Inhibitor of angiogenes i s . No supporting data 
is given. 

USE - The method is useful for purifying troponin 

I, particularly recombinant troponin I. The highly purified 
troponin I, preferably in a refolded state is useful for antibody 
generation, as a control or standard immunoassay reagent, or to inhibit 
angiogenesis important in treating varicais cancers. 

ADVANTAGE - Protection of sulfhydryl groups during 
troponin I preparation eliminates the ccstly need for 
maintaining non-reducing conditions thrC'Ughout protein 



preparation, purification and storage, and need for 
reducing agents. The sulf hydryl-protected 

troponin does not form intrachain or interchain disulfide 
crosslinks. Overall yield of troponin from the multi-step 
purification was greater than 50% at purity levels of greater 
than 95%. Deprotection of the sulfhydryl groups yields a highly 
purified product ready for refolding. 

EXAMPLE - Human skeletal troponin I (Tnl) expressed in 
Escherichia coli was isolated from lysed cells in inclusion bodies. 10 g 
of Tnl - containing inclusion bodies were solubilized and protein 
sulfhydryla were sulfitolyzed using 6 M urea (200 ml) , Tris (25 
mM) , sodium sulfite (10 mg/ml), sodium tetrathionate 

(5 mg/ml) pH 7.5 at ambient temperature for 6 hours in the dark. The 
solubilized material was filtered over a 0.2 micro membrane prior to 
subsequent processing. Sulfitolyzed recombinant human Tnl was purified by 
a five step process. Solubilized, sulfitolyzed Tnl -containing inclusion 
bodies (2 00 ml) were loaded onto a 3 1 volume Q-sepharose FF column 
pre-equilibrated in 6 M urea, 25 mM Tris, 0.1 M NaCl pH 7.5 at 150 
ml/min. The purified Tnl was collected in the column flowthrough. The 
recovered Tnl was concentrated. This material was loaded onto a 3 00 ml 
volume Q-sepharose FF column pre-equilibrated in 6M urea, 25 mM Tris, pH 
7.5 at 20 ml/minute. The bound Tnl was eluted from the column by a step 
wash with 6 M urea, 25 mM Tris, 80 mM NaCl pH 7.5. This eluted 
troponin (500 ml) was loaded onto a 60 ml column of Toyopearl 650 
M phenyl HIC resin after addition of ammonium sulfate to a final 
concentration of 1 M. The column was pre-equilibrated with 6 M urea, 25 
mM Tris, IM ammonium sulfate pH 7.5. The purified troponin was 
collected as the unbound flowthrough from this column, concentrated 
2.5-fold and buffer exchanged for storage by UF/DF. Purified Tnl was 
stored frozen at -70 degrees C. Protein purity was determined by sodium 
dodecyl sulf ate-polyacrylam.ide gel electrophoresis (SDS-PAGE) and reverse 
phase chromatography and protein identity was confirmed by peptide 
mapping with peptide mass and fragmentation analysis. Yield 
determinations for each step were determined by quantitative reverse 
phase chromatography. Residual DNA levels, measured by DNA threshold, 
were less than or equal to 12 pg DNA/mg protein. Endotoxin testing of 
final product by Limulus Amoebocyte Lysate (LAL) (gel-clot) indicated 
less than or equal to 3 EU/mg protein. (28 pages) 
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troponin I, particularly recombinant troponin I produced 
in a bacterial expression system. Recombinant troponin I can be 
advantageously purified after reversibly protecting the free 
sulfhydryl groups, e.g. by forming sulfates. In a specific 

example, troponin I reacted with sodium tetrathionate yielded sulfitolyzed 
troponin I, which was purified by chromatog. on an anion exchanger, 
followed by hydrophobic interaction chromatog. Facile deprotection of the 
sulfhydryl groups yields a highly purified product ready for refolding. 



